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WAKUNAGASEIYAKUKK •J6 1280.292-A 

04.06.3!;.JP.121249r/0-/;».fl<5;Cl2n.l5Cl2p.21 
Protein prepn. by exo-bocterium secreiion • involves host 
tronsformolion by introducing recombined DNA into host bocterium 
ceil 

C87-010334 



A new method for the prepn. of a protein by an extraccUulor 
bacterial secretion comprises: 

(A) constructing a vector contg. the promoter originated 
from an alkaline phosphatase gene and a gene coding the 
sipnal sequence under the control of this gene, and which 
can replicate in bocterium host cell; 

(B) a gene coding the foreign protein is integrated In to 
this vector and the recombinant DNA is used to tronsfomi 
the bacterium host cell; 

(C) transformed cells arc cultured in a medium contg. 
inorg. phosphorus in amt. insufficient for the induction of 
protein synthesis and sufficient for Ihc growth of bacteria, 
and then transferred to a medium to which inorg. phosphorus 
or a medium contg. it is added at a constant rate: and 

(D) the foreign protein is recovered from the cultured 

liq. 
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USE/ADVANTAGE 



The protein is obtd. by a simple genetic engineering 
method. 

EXAMPLE 



The vector used is pTA 1529 (!) which is prepd. from 
pTA 529 and pHS 1. 

A gene coding humun-epithclinl cc!l growth factor (M) 
is combined with (I) to give recombinant DNA (Ml). E. ccli 
K 12 YK 537 is transformed by (MI) to give Unnsfomicd cells 
(IV). 

(IV) is cultured In LB medium and then In M-9 inc<liun 
to give a liquid which is then passed through a Prep PAK 
column and then a DEAE-TOYOPEARI. column to collect the 
desired fraction (II ).( 18ppW97LDDwgNoO/l) . 
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YAKUIT HONSHA KK 'J6 1 280.293-A 

06.06.85. JP.l 21 488 00. 12.86)079-22 CI 2r^l/64 
Steroid phosphoric ocid ester prepn. • by microbio! conversion using 
Morlierello fungus 

087^10335 



The proceM includes a itep in which a fUamenloun fungus bclonj^tng 
to Mortt^rella tpcclrt. and able to phoaphatUe a iterotd cpd.. U 
conUcted with a ilerold cpd. or lU alkaline metal aalt. Subiequenlly. 
the phoiiphate of the fteroid cpd. la recoverrd. 

USK • Prepn. of highly w*atrr'iol. steroid cpd. In an example. 6 1 
llq. medium contc. M g, Kiucoae. ft g peptone. 7 g yeaat extract. I g 
KH2r04. 2 K y^y<\*Oi. 0.5 K .M|fS04.7H20. 10 mg CaC\2. 10 mg 
KeS04.7H20. 10 mg thiamine. HO. 1 g Uurollthochollc acid and I 1 
water U fed Into a 10 I fermentor and Y 2-1 apeclea previously 
cultured In the same medium innaa above at 77 drg.C for 48 hra. la 
Inoculated Into the medium and cultured at 37 deg.C for S days with 

Irrtng at 300 rpm and aeration of 0.5 \'vm (pM: 7.7.51. Then, the 
cultured llq. la cooled at M deg.C and crntrlfug^d to give a clear 
aupematAnl liquor. It la paaaed through an Amt>erllte XAD«2 column 
and Ihc abM>rbed bed la eluated by methanol. The eluate U mixed 
wiih an extrncl of the centrlfuged solid and concentrated In vacuo 
and absorbed on a .Sephartcx lJt20 column and it )■ elutrd by 
chloroform/melhanol and mm etualed by methanol, and the latter 



water-sol. fraction Is cone. In vacuo to give 3.5 g solid. It Is purified 
by a DEAE-Sephadex A.25 column and q XAD 7 column to give 2.1 g 
of Na Uurolllh ochollc acid 3 phosphate. (7pp Dwg.No.0/0) 
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87.0247S4/04 B03O16 SANY 06.06.85 

SANKYOPCK 'Jd 1280.295.A 

06.06.85-JP-121479 (10. f2.8d) C\7p-4\ C12r-01/01 

Opticolly octlvd hydfoiyet^^r' OJetidinone derivs. prepn. • from 

opiicolly inociive ocyloiyethyl oxeiidinone derivs. using 
microorgonisms or eniymei 
C87-010336 



(I) 



Optically active e-lnclam cpds. (I; R,«H) are produced by 
selective hydrolysis of rnccmlc cpds. of formula (I) using a 
microorganism or on cniymc. 

0R| 

CM. , f 
R, eopt, .nubstd. acyl: 

R, « opt. substd. i.lkyl. nikcnyl. olkynyl .jirxL oikyllhlo. 

nlkyl.sulphonyl. orylthio or nrylsulphonyl or ocyloxy: nnd 
R, s H or [ >roicctivc gp. for N oton. 

TTSK/ ADVA .N'TAGE 

Dpiicnlly Hctfvc 3-(l-hydroxycthyn-2-flzctldlnonc dcrtv. 



B{7.D110(5-C) 
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Is obtd. from optically Inactive 3- ( l-ncyloxycihyI)-2-nret- 
Idlnonc dcrtv. 

These optically active aictldlnone dcrlvs. arc Iniporiant 
Intermediates for corbapcncm and pcncm dcrlvs. which have 
antibacterial activity. 

MlCROORCANtSM 

This may be chosen from bocicrlR. yeo5t nnd fungt: 
Dacteria: 

Arthrobacter simplex SANK 73S60 (lA.M ICGO); 
Chromobncterium violnccum SANK 72783 (ATCC 315.t2): 
Flavoboctcrlum cnpsulnium SANK 7097? (iro 1253:i); 
Flavoboclcrium mcningoscplicum SANK 70779 (IFO 12535l;or 
Docllius sublills SANK 76759 (lAM in69): 
Ycnsl : 

AurcobncUlium pulhilans SANK IU.K77 (ATCC 15::t-l: 
Cnndidn all)icnn.«» SANK SOIGU (H'li onH:ii: 
richlft farinosn SANK iROCi (l.A.M ^:m:n: 
richln tcrricoln SANK 5IG84 (M Uil kuum: 
Ithodotoruin mtnutn SANK 0tis7i (IK) i»':t:i: it 
SocchnromyccR ccrcvisino S AN K ^lOiiiUiAM -irii:); 



Fungi: 
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Aspergillus nxgcr SANK 13S58 (ATCC 9142): 
CliocUdium roscum SANK 10560 (FERM 8259); or 
Mumicola astcroidca SANK 14981 (FERM 8260). 



This may be of microorgor.ism or animal or plnnt cell 
origin, examples of which ore: 

esterase (carboxylic-cster hydrolase . EC 3.1.1.1. e.p. pig 
liver originated rommcrcinl prod. RLE); 
lipase (irincylglyccrol Hcylhydrolase , EC 3.1.1.3. e.g. 
Aspergillus oryznc or Aspergillus nigcr-originnicd commercial 
pro*:, ): 

nminoacylasc fN-.-\mino ncid luninohydrolose . EC 3.5.1.14 
e.g. commercial prod, prcpd. from Aspcrgii:us genus of 
fungi). 

Commcrcinlly nvnilnbte low-cost crude prod, such ns 
Tnkndinstase (originnted from Aspergillus oryznc) contains 
lipase and may be used ir. place of purified standard lipase. 



EXAMPLE 



OH 



CII, 



OCH, 

dl-3 . 4-Trans- 1-( 4-mcthoxyphcny'. 1 1 11* ' )- :-nvct xycihyl 1* 
-4-cihynyl-2-ozctidinone (GO mg) whs >uL'ji*cte»J ic ^k.l^•.^.•t'. 
culture with Pichio farinosa SANK 5SOu2 CAM 4303 ) i:i 30n 
for 24 hrs. 

Culture liquor was extracted wuh cinyl mlvuuc. i'.juI oIjuI 
crude prod. (76 mg) was piirific<l by siIkm gol Tl.C icycUi- 
hcxane /ethyl occtnle = 1/1. U.V. I;imp (l<Mociiorv HT = 0.3J) 
to give (21 mg) of ( 3S . 4S )- 1- )4-Mc;hnxypl)crjyI )- 3m ( IR)-1- 
-hvdroxyethyl)-4-eihvnyl-2-a2eiidinone. (a )'.\ i -135^ (C-l. 
CIICI, ).(22ppW-69LUbwgNo.0/0). 
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87-024755/04 B05D16 SUMO 05.06.85 

SUMITOMO CHEMINDK)C * J6 I230-296.A 

05.06.85-JP.12194i (10. t2.e6} C\7\i-4\ 
BiocHemicot prepn. of optlcatly octive phenoxy phenoiy propanol • 
involves reocting boctertol esterase with opt. sotd. orgonic corboiylic 
ocid ester 

C874)I0337 



Optical biochemical resolution of {*•) •3-(4-phcnnxyphcnoxy} 
propcne-l-ol (I) compriaei Interacting esterase produced by 
mJcroorKantsm selected from the gp. consUtlnR of ricudomonai. 
Chromohactcrium. Arlhrobaclcr. AlcaHjcencB. Candida. 
Achromohacler. Nocardta. Klavobactcrtum. Tolulopsln. 
Hrevlbactenum. Uaclllua. Kacherlchla, Mlcrococcut. IfanscnuU. 
.Mucor, Corynebacterlum. Mycobacterium. Sjicchnromycci. 
TTicrmomyccR. Mumicola. Thiiopua. Asp^-rRUtua. .Stn-piomycn. 
Grotncum. Trcodcrma. Aclnetobacter. Acrofnonn*. MoAuvrrta. 
I'.hcKloioruln. Knlrrobacter, Penlcilllum. SiTrnUa, Kr«-tnla, 
.SiaphyJococcua. I'hycomyce*. f 'roplonihaclenum, MctarrhUium, 
pMcecilomycca. .Saccharomycopsla. VcrllclMlum and X anihomonaa. 
uUh organic MHC opt. »atd. carboxyllc acli. e>«tcr of (♦.)-(I) to 
resolve to optically active ( I ) and lis anllpode e*lf r. 

C\jlllvAtion ifl conducted at 20-40 de^.C for 1-3 daya In llq. medium. 
A« ralcra«e there are used culture liquid, cell* jic|h1. fnim the culture 
llq.. crude catera.^e aepd. from the cclla or culture nitmle. culture 
filtrate contK. eatcraac. purified eateraae and eateraar-contf:. extract 
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of concentrate. Kcactlon Is conducted under aliaklns or stirring. The 
reaction temp, la 10-70 deg.C. To keep the pM con.«itant during the 
reaction, buffer auch as aoduim phosphate and aodtuni acetate can 
be used. Ujie concn. of the auhstrale la 0.5 80 wt.O/. prcf, 10-50 wl.*:/. 
Prcf. 2 irC orpanlc carboxyhc acid la used. 

ADVANTACt: - Proccaa fWcs optically active (1) with very high 
optical purity. (Ilpp Dwg.No.o/O) 



87-024756/04 B04 016S03(D13) NODA 04.06.85 

NOOA INST SCI RES •Jt 1280.297.A 

04.06.85.JP.ll97S2r/a/75<5Kl2q 01/26 GOln.33/50 
Determn. of omodori cpd. In e.g. soy souce • by ireotm^nt with 
fructosylromino octd oaidose ond e.g. determn. of hydrogen 
peroitde 

Ce7^10338 



Oett-rminatlon of Amadorl cpd. compriaca t.-c.iimk' a iiq. contR. 
Amajtorl cpd. with frucloaylamlno add oxidase In the presence of 
oxyKen. and dctcrmj;. the amt. of oxygen consumed In the oxtdn. 
reaction or dclcrmg. hydrogen peroxide formed by the reaction. 

Kea^rcnt for the determn. of Amadorl cpd. conlalna fruclosylamlno 
acid oxida.ic. 

Amadorl cpd. Is that formed from aldose end alpha amino add. 
namely fructosylulanlnc from fjlucose and alanine or 
hydroxyacclonylKlyclne from glyceraldchyde and glycine. Sample 
hq. contg. Amadorl cpd. la e.g. aoy sauce, honey, etc, 
Fruclosylamlno add oxidase used Is prcf. that obid. by cultivating 
microorganism, cap. bacteria belonging to Cor>'ncbactcnum penus 
(e.g. Corynebacterlum sp. No.2-31). The determn. of oxygen la 
carried out by oxygen electrode, and that of hydrogen peroxide by 
colortmctry. 

ADVANTAGE • The determn. of Amadorl cpd. can be easily 

carried out. Amadorl cpd. reflects the state of food (e.g. aoy aauce) 
or Infusion llq. during mfr. or storage. Amadorl cpd. bound by 
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protein can be dctcrmd. after conversion Into lis free atate by ih^ 
fraction with a suitable peptidase. Tins is useful for the cxamtnulmn 
of diabetes mcllUua. (8pp Uwg.No.O/Oi 
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